Graffenstaden, France. HPLC-grade methanol (CH3OH), HPLC-grade acetonitrile, ammonium acetate, formic acid and phosphate buffered saline (PBS) were obtained from Sigma-Aldrich, Steinheim, Germany. HPLC-grade chloroform (CHCl3) was obtained from Biosolve, Valkenwaard, Netherlands. HPLC-grade ethyl acetate was obtained from Acros Organics, New Jersey, USA. Hydrochloric acid 37% and acetic acid were purchased from Merck KGaA, Darmstadt, Germany. Deionized water (18.2 MΩ × cm) was obtained from an ELGA Purelab Ultra Genetic system (VWS (UK) Ltd, ELGA LabWater, UK).
(b) Chromatographic and Mass Spectrometric Conditions for the Quantification of Endocannabinoids and Related Lipids:
Analyses were conducted on an LC/MS/MS system consisting of an API 4000 QTrap mass spectrometer equipped with a TurboIonSpray probe (AB Sciex, Concord, ON, Canada) connected to a Shimadzu UFLC (Shimadzu Corporation, Kyoto, Japan). Data acquisition and analysis were performed using Analyst software version 1.5.1 (AB Sciex, Concord, ON, Canada). Analytical LC separations were performed on a Reprosil-PUR C18 column (3 µm particle size; 2 × 50 mm, A. Maisch, High Performance LC-GMBH, Ammerbuch, Germany) at a flow of 0.35 mL/min and 40 °C using a gradient of methanol containing 2 mM ammonium acetate (solvent B) in water containing 2 mM ammonium acetate and 0.1% formic acid (solvent A) (i.e., 15% of solvent B for 0.5 min, in 3 min to 70%, in 4.5 min to 99% and kept at 99% for 3 min, in 0.5 min back to 15% methanol and conditioned for 1.5 min at 15% of solvent B). Autosampler was kept at 4 °C. The mass spectrum (MS) detection was performed using the TurboIon Spray interface which was operated in negative ionization mode for the analysis of AA and in positive mode for the analysis of AEA, 2-AG, PEA, SEA, OEA, LEA and Cortisol. The parameters of the source using nitrogen as curtain gas were the following: capillary ion spray voltage +4500 V in positive and −4250 V in negative modes, respectively, temperature 600 °C, curtain gas 25 psi, GS1 50 psi and GS2 50 psi. The entrance potential and collision cell exit potential were set to 10 V, respectively. The analytes were measured in multiple reaction monitoring mode (MRM) . Two MRMs, one qualifier and one quantifier were considered in the analysis. The MRM parameters (retention time, precursor ion/product ion, declustering potential, collision energy) for the quantifier MRM used in the survey and the respective internal standard (IS) were AA: 8. 
Sample Preparation:
Upon collection, liver biopsies were immediately placed in liquid nitrogen and stored at −80 °C until analysis. Lipid extraction was performed according to [1] with slight modifications. In brief, liver tissue (5-12 mg) was homogenized on a BeadBeater (Mini-BeadBeater-24, BioSpec, Bartlesville, OK, USA) using 2 mL vials and Chrome-Steel Beats (2.3 mm dia, BioSpec) with 1 mL of a mixture of ice-cold CHCl3/CH3OH 2:1 (1 min, 3450 strokes/min) at 4 °C. The homogenized samples were placed on centrifuge tubes containing 8 mL of ice-cold CHCl3/CH3OH mixture 2:1 (v/v) and internal standards (10 µL of IS solution prepared in ethanol containing: 200 ng/mL AEA-d4, PEA-d5, OEA-d4, LEA-d4, 500 ng/mL 2-AG-d5, 1500 ng/mL Cortisol-d4 and 15,000 ng/mL AA-d8). The samples were rinse twice with 1 mL of the CHCl3/CH3OH mixture. Finally, 1.5 mL of PBS was added to yield the desired 6:3:1.5 ratio (CHCl3/CH3OH/PBS, v/v/v). The suspension was vortex vigorously, sonicated for 5 min and then centrifuged for 5 min at 800× g at 4 °C. The organic phase was recovered on silanized glass tubes and dried under nitrogen. Subsequently, the samples were reconstituted in 1 mL ethanol, diluted with 9 mL water, adjusted to pH 3 by adding 150 µL hydrochloric acid (0.1 M) and extracted by solid-phase extraction (C-18 Sep-Pak cartridge (Waters AG) pre-activated with 3 mL CH3OH and equilibrated with 3 mL 10% ethanol). Cartridges were washed with 3 mL 10% ethanol and eluted with 3 mL acetonitrile/ethyl acetate (1:1). The eluates were evaporated to dryness under nitrogen. The samples were reconstituted in acenonitrile to a final volume of 0.1 mL and centrifuged for 5 min at 16,100× g at 4 °C. Carefully, 80 µL were pipetted out, placed into conic amber vials and analyzed by LC/MS/MS (10 µL injection volume).
(a) Quantification of Analyte Levels:
In order to quantify the amount of endocannabinoids and related lipids in liver, external calibrations were performed in triplicate. For all the analytes, R 2 values were higher than 0.98 except for PEA (0.94). The recovery of control rat liver samples run together with the human samples was in the range of 80%-105% for all analytes, except for PEA that showed a recovery of 70%. The human liver samples were quantified with calibration curves prepared on rat liver homogenate (CH3OH/PBS) covering a linear analytical range of 0.16-6.40 ng/mL for AEA and LEA; 0.16-40 ng/mL for OEA; 6.4-100 ng/mL for PEA; 0.33-12.80 ng/mL for Cortisol; and 1.64-160 ng/mL for 2-AG; and 20.5-12,500 ng/mL for AA, respectively. Endogenous and spiked lipids were extracted following the method described above. The quantification was based on the area ratio of analytical standard/internal standards. It was not possible to quantify SEA, due to variability of the results. 
